Spectroscopic interference of hemoglobin with neutrophil cytochrome b-245 and its elimination by carbon monoxide.
A cytochrome b, designated as cytochrome b-245, exists in neutrophils and is probably involved in their stimulated oxidative burst. As a rule, its concentration is spectroscopically measured by the height of its alpha-peak at 558-559 nm (dithionite-reduced minus oxidized). Hemoglobin (Hb), which usually contaminates neutrophils isolated from blood, interferes with the spectroscopic measurement of the cytochrome. Hb contamination from less than 0.4 red blood cells per 100 neutrophils leads to over-estimation of the cytochrome by approximately 50%. This interference can be overcome by bubbling CO through neutrophil homogenates heavily contaminated by Hb, prior to the conventional spectroscopic procedure. The cytochrome B-245 concentration obtained in neutrophils by CO bubbling is 7.2 +/- 1.28 pmoles per 10(6) polymorphonuclear neutrophils.